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as well as the heights of the particles and the heights of
other smooth areas which do not give a diffraction pattern
(1 in Fig. 4).
In our previous study we found that smooth EF pattern
areas occur in preparations fractured under LN2 in alter-
nation with the globular particle areas. We presented
reasons in the previous paper for believing that these
smooth areas represented the true EF face with the
globular particle lattice being an artifactural structure
derived from the smooth lattice. We interpret our present
findings in the following way. The heights of the particles
above the glass in areas like Yin Fig. 1 are consistent with
the particulate lattice's being the surface particle lattice
seen from the back side, i.e., from the side normally
covered by the bilayer portion of the membrane. The
optical diffraction analysis supports this interpretation in
that the filtered images are almost identical to those given
by the particle lattice replicated from the external side.
The smooth areas that give diffraction patterns (2 in Fig.
4), which lie only slightly higher above the glass than the
particle lattice, represent the smooth lattice that we identi-
fied in our previous paper as the true external fracture
face. We interpret this as a lipid-carbon chain surface. The
smooth surfaces lying at a greater height above the glass
(1 in Fig. 4), which do not give diffraction patterns, we
interpret as the protoplasmic surfaces of unfractured
membranes. In the case of Fig. 1, we are dealing with two
membranes oriented with their external surfaces toward
the glass but superimposed on one another. In the case of
the one containing area Y, the facture plane originally
produced mainly the globular lattice as described in refer-
ence (3). There are a few identifiable limited areas of the
smooth lattice obscuring the particles. The more elevated
membrane superimposed on this one fractured almost
completely without forming the globular lattice. Instead it
was, after fracture, almost entirely a smooth lattice. This
smooth lattice, according to our interpretation, is a lipid-
carbon chain surface and hence hydrophobic. In contrast,
the previously described (3) globular particle lattice we
interpret as being produced by plastic deformation in the
lipid bilayer and subsequent decoration. We believe that
the large globular particles would have been seen in the
present preparation in area Y if it had not been washed
with water after fracture. Evidently, the structures respon-
sible for the globular particles in unwashed preparations
were washed away by water after thawing. This probably
means that the seed structure in forming the globular
particles is a lipid micelle with polar groups oriented
outward produced from the external lipid monolayer by
the fracturing process. The shock of fracturing evidently
detaches these lipid molecules from the surface protein
particles so that they can be washed away. The diagram
illustrates the washing procedure and its effect on the
fracture faces (Fig. 5).
This work was supported by grant 1 ROI GM28244 from the National
Institutes of Health.
Receivedfor publication 8 May 1981.
REFERENCES
1. Robertson, J. D. 1972. The structure of biological membranes. Arch.
Intern. Med. 9:202-228.
2. Hicks, R. M., B. Ketterer, and R. C. Warren. 1974. The ultrastruc-
ture and chemistry of the luminal plasma membrane of the
mammalian urinary bladder: a structure with low permeability to
water and ions. Phil. Trans. R. Soc. Lond. B. Biol. Sci. 268:23-38.
3. Robertson, J. D., and J. Vergara. 1980. Analysis of the structure of
intramembrane particles of the mammalian urinary bladder. J. Cell
Biol. 86:514-528.
LIPID-DEPENDENT STRUCTURAL CHANGES OF AN
AMPHOMORPHIC MEMBRANE PROTEIN
A. KEITH DUNKER, STEPHEN P. A. FODOR, AND ROBERT W. WILLIAMS
Biochemistry/Biophysics Program and Department of Chemistry, Washington State University,
Pullman, Washington U.S.A.
The coat protein from the filamentous phages fd, f1, and
Ml 3 is easily obtained and readily associates with lipids.
These protein lipid complexes have been used frequently
as model membranes for biophysical studies (1-8). Here
we report that the fd coat protein undergoes an a 13
conformational transition that depends on the lipid:protein
ratio and on the nature of the lipid tail groups. "Ampho-
morphic" is proposed as a term for proteins that undergo
environmentally mediated a f3 transitions.
RESULTS AND DISCUSSION
Raman spectroscopy (6, 8) and circular dichroism (1, 2)
were used to distinguish "50%a" from "50%13". By curve
fitting the circular dichroism (CD) and Raman spectra we
find no a-helix in the "50% f3" structure and little, if any, d
structure in the "50% a" .
Tanford and co-workers report "50%a" to be the
favored conformation in amphiphiles and the fl-polymer to
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be favored in aqueous buffers (1, 9, 10). Using different
procedures, we find both "50% a" and "50% /" to be
stable with and without amphiphiles (2, 11, 12, and Table
I).
Low amphiphile:protein ratios favor "50% /3" over
"50% a" (Table I, Al, A2, B2), but the mechanism is
unclear. The amphiphiles may shield hydrophobic side
chains, engage in charge/charge or hydrogen bonding
interactions between the protein and the lipid head group,
and serve to bind the protein, thus increasing the local
protein concentration.
"50% (3" (in a polymeric form, e.g., the /-polymer)
results following dialysis of fd coat protein-deoxycholate
solutions (10, 13, 14). The time spent during dialysis at
low detergent:protein ratios is expected to favor "50% /"
(Table 1, B2). Thus, the relative stability of "50% a" and
"50% /3" without amphiphiles cannot be inferred from
dialysis experiments.
"50% a" results in egg phosphatidylcholine (PC) and
dioleylphosphatidylcholine (DOPC), but "50% /3" results
in DPPC or DMPC under otherwise identical conditions
(1 1, 12, Table 1, A3, B2). DPPC and DMPC form wider
bilayers than do egg PC and DOPC (15). Possibly "50%
/3" requires the wider bilayers for stability. Alternatively,
DMPC and DPPC contain only saturated fatty acids
whereas egg PC and DOPC contain cis-unsaturated fatty
acids. Possibly "50% /3" is unstable in egg PC and DOPC
due to poor hydrophobic packing between the unsaturated
lipid and protein in the /-form.
Amphomorphic proteins, i.e., those proteins that
TABLE I
CONFORMATIONAL STABILITY OF THE fd COAT
PROTEIN
Conformation Conditions of stability (C < 1 mg/ml; T < 500)
"50% a" A 1. Neutral aqueous buffers*
A2. DMPC, DPPC, and SDSt at high amphi-
phile: protein ratios
A3. DOPC and Egg PC4 at all lipid protein ra-
tios tested
"50% d" BI. Neutral aqueous buffers (precipitates as a
polymer)§
B2. DPPC, DMPC, and SDS at low amphiphile:
protein ratios
*Dissociation of the protein from the DNA is accomplished by controlled
sonication. Experimental conditions for Al, A2, A3, and B2 are identical
except for differences in type of lipid or lipid/protein ratio (1 1, 12). Lipid
and protein association were confirmed by sucrose gradient centri-
fugation.
tAbbreviations: DMPC, dimyristoyl phosphatidyl choline (C,40); DPPC,
dipalmatoyl phosphatidyl choline (C16:0); SDS, sodium dodecyl sulfate
(C12); DOPC, dioleoyl phosphatidyl choline (C,8:1); and egg PC, lecithin
from egg yolk. Literature values for egg yolk lecithin fatty acid composi-
tions typically are 32% C16:0, 10% C,8.., a trace of Cj6ja, 48% C,8:1, and 9%
C18:2.
§Dissociation of the protein from the DNA is accomplished by detergent
solubilization; dialysis then removes the detergent (10, 13, 14).
undergo environment-dependent a=,B3 transitions, have
been described previously (16, 17). In striking similarity to
our results (Table I, A2, B2) the f--a transition is
observed as the SDS:protein ratio is increased (17).
The previous authors pointed out that their proteins
have Chou-Fasman <Pat> and <Pa> values that are
simultaneously high, which may be indicative of proteins
that form a or f3 depending on the environment (16, 17).
The fd coat protein fits this concept: <Pa> = 1.07 and
<P,6> = 1.05 (18).
It has been pointed out previously that the same hydro-
phobic residues tend to be found in a-helices or in A-sheets,
depending on the packing (e.g., environmental) details
(19, 20). Thus, amphomorphism may depend on the
presence of clusters of hydrophobic amino acids along the
sequence (see also Table I in reference 16). If amphomor-
phism does indeed depend on hydrophobic clusters, then
we expect amphomorphic behavior to be a common prop-
erty of membrane proteins.
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